[Abstract] Protein phosphorylation plays a central role in signal transduction in bacteria.
However, separation and detection of the phosphorylated protein from its nonphosphorylated form remain challenging. Here we describe a method to detect phosphorylation of the Bordetella pertussis response regulator BvgA, which is phosphorylated at an aspartate residue (Boulanger et al., 2013 1. To collect bacteria sample, Bordetella pertussis strain BP536, grown at 37 °C for 2 days on BG agar plate, is swabbed from the plate with a polyester-tipped applicator and resuspended in 1.5 ml of PBS.
2. An aliquot from step A1 is used to determine the OD 600 reading.
3. A 0.3 ml aliquot from step A1 is centrifuged at 15,600 x g in Eppendorf microfuge for 1 min at room temperature. The supernatant is removed, and the resulting pellet is frozen in dry ice. It can be used directly or stored at -80 °C.
4. The frozen pellet is treated as follows. APS and TEMED are added, and the solution is immediately poured into the gel cassette.
The solution is then overlaid with 1 ml of water-saturated butanol. The resolving gel polymerizes in ~40 min at room temperature.
2. The butanol is poured off of the polymerized resolving gel, and the gel surface is then washed with water. Excess water is removed using absorbent paper. 
